ered and incubated overnight at 37°C, and then washed three times at 5-min intervals with PTA buffer (phosphate-buffered saline containing 0.05% Tween 20 and 0.02% sodium azide). Culture suspensions (100 ,ul), adjusted to an optical density of 0.5 at 597 nm with PTA buffer, were added to duplicate wells of the plates. After incubation for 4 h at room temperature, plates were washed as before except that the washing buffer (PT) contained no sodium azide. Rabbit anti-K99 serum (100 ,ul), prepared as described previously (3) and diluted 1:400 in phosphatebuffered saline, was placed in each well. Plates were incubated overnight at room temperature and again washed with PT. To 10 ml of 0.05 M citric acid (adjusted to pH 5 with NaOH), 100 ,ul of a 40 mM solution of 2,2'-azino-di(3-ethylbenzthiazolinesulfonic acid) (Sigma Chemical Co., St. Louis, Mo.) and 0.001% H202 were added; 100 ,ul of this solution was placed in each well and allowed to react with peroxidase for 15 min. The reaction was stopped by the addition of 100 ,ul of a 1:400 dilution of hydrofluoric acid (J. T. Baker Chemical Co., Phillipsburg, N.J. GIBCO) , and proline (11.5 mg/liter).
Of the 18 compounds tested, dehydroxyacetone, erythrose, and sodium salts of butyric and propionic acid did not support growth of any of the E. coli strains. The effect of the other 14 The mean ELISA score for the strains tested was less than that for the K99-control strain. Concentrations of sodium acetate below 0.02 M did not suppress K99 expression. Minimal medium containing 1% glucose and 1% (0.1 M) sodium acetate suppressed K99 production more than did minimal medium containing 1% sodium acetate alone. After being cultured in the medium containing both compounds, none of the 33 strains agglutinated with K99 antiserum. The mean score for the 11 strains tested by the ELISA procedure was 0.10 + 0.24 (standard deviation). By comparison, 10 of 32 strains were agglutinated with K99 antiserum after being cultured in minimal medium containing only sodium acetate. The mean ELISA score for the 11 strains tested after culture in this medium was 0.72 ± 0.58.
The mechanism by which sodium acetate affects K99 biosynthesis is unknown. However, K99 antigen is probably only advantageous to E. coli while the organism is in the small intestine of a living animal. Perhaps control mechanisms have evolved to suppress K99 biosynthesis and thereby conserve energy and nutrients when pilus antigens are not needed. A reduction in ambient temperature or the accumulation of a product of fermentation, such as acetate, could signal the organism that it is no longer in the host. It was shown that the production of K99 is dependent on an incubation temperature near 37°C and that K99 antigen is not produced at 18°C (2) . The results of the present study indicate that sodium acetate at a concentration of 0.07 M or greater also suppresses K99 production.
